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Commissioner for Patents 
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Alexandria, VA 22313-1450 

DECLARATION OF DR. FRANCESCO S, PI GIOVINE UNDER 37 CFR 1.132 

Sir: 

I, Francesco S. di Giovine, born on June 4, 1956, a University Senior Lecturer at the 
University of Sheffield, do hereby declare that: 

1 . I am one of the inventors of the above-identified application entitled 
"Therapeutics and Diagnostics Based on a Novel IL-1B Mutation." 

2. I have an M.D. degree in Medicine and Surgery from the University of Florence 
(Italy), Faculty of Medicine, 1982, and a PhD degree in Molecular Immunology from the 
University of Edinburgh (UK), 1988, Faculty of Medicine. 

3. I am actively engaged in researching genetic predispositions to various 
inflammatory diseases. 

4. Working under my direction, members of my laboratory in early 1996 discovered 
and sequenced the IL-1B allele having a "C" rather than a "G" at the position corresponding to 
+6912 in Figure 1, which is nucleotide 8845 of SEQ ID NO: 1. This allele is also referred to as 
IL- IB (+6912) allele 2. 

5 . A copy of the laboratory notebook ("the Notebook") kept by my assistant Carol 
Campbell and reviewed by me on an ongoing basis is attached hereto as Appendix A. This 
notebook contains experiments performed in my laboratory from August 24, 1995 to March 22, 
1996. The page numbering is located in the lower left or right-hand corner of each sheet. I 
confirm that this is a true and complete copy of the notebook kept by Ms. Campbell during the 
time-period in question. 
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6. As described in the instant application (Example 1, pp. 36-37), a PCR product 
corresponding to the 3'UTR of the IL-1B gene was amplified from human genomic DNA and 
sequenced. The primers used in the amplification were disclosed in the application as SEQ ID 
NO: 3 (5 '-GTCCCCACATTCTGATGAGCAAC-3 ') and SEQ ID NO: 4 (5'- 
TGCAGCACTCAGCAATGAGGAG-3 '), which bind to regions of the IL-1B gene 
corresponding to positions +6720 to +6742 and +7102 to +7123, when the IL-1B gene is 
numbered in accordance with the numbering of Figure 1. These primers were designed on 
August 29, 1995 and are represented as primers F2 and Bi on page 3 of the Notebook. The 
determination that a G to C change at the +6912 location was performed by sequencing of the 
fragment amplified by the F2 and Bi PCR primers, the result of which was recorded on February 
21, 1996 on page 1 16 of the Notebook. The oligonucleotide primer used for sequencing of the 
+6912 allele 2 is shown on page 1 17. A sequence-specific oligonucleotide primer hybridizing to 
nucleotides +6913 to +6947 of the IL-1B gene is described on page 118. The location of the G 
to C change is further evidenced on page 124, entitled "Further plans for the +8845 
polymorphism," because as stated above, nucleotide 8845 of SEQ ID NO: 1 corresponds to the 
IL-1B(+6912) location. 

7. I understand that the Examiner, while admitting that we have discovered a G to C 
polymorphism at position +6912, stating that neither the specification or my previously filed 
declaration supports a 9721 nucleotide sequence of IL-1B with a C at position +6912. (See, 
Office action at page 5). The Examiner states that "[s]ince polymorphisms can occur throughout 
a molecule, one cannot assume that there are no other polymorphisms linked to position +6912 
within the 9721 bases of the IL-1B gene, and that the sequence of the rest of the 9721 
nucleotides is identical to that reported in the prior art." (See, Office action at pages 5-6). 

8. I believe that the C polymorphism at position +6912 is a single nucleotide 
polymorphism, or "SNP." A SNP is known in the art as a DNA sequence variation among 
individuals in which the purine or pyrimidine base (as guanine) of a single nucleotide in the 
genome has been replaced by another such base (as cytosine). Therefore, I believe that one of 
skill in the art would recognize that the sequence of the rest of the 9721 nucleotides of IL-1B is 
identical to the wild-type sequence, which has been reported in the art, and that upon identifying 
the SNP at position +6912, it was unnecessary to re-sequence the entire IL-1B gene. 

9. Regarding the Examiner's statement regarding linkage analysis of the IL-1B 
+6912 with other IL-1B polymorphisms, I note that genetic linkage between alleles of a given 
gene such as IL-1B does not indicate the presence of multiple sequence variations in the IL-1B 
gene of an individual. Rather, I believe that linkage analysis is useful to demonstrate co- 
segregating polymorphisms that contribute to a given disease or disorder. As shown in the 
Notebook, under my direction, linkage analysis was performed on or about February 23, 1996 
between the IL-1B (+6912) locus and the IL-1B taq locus, and the result is shown on page 129 of 
the Notebook. This analysis demonstrates that the IL-1B (+6912) allele 1 (termed "Allele (G)" 
in the notebook) is 100% associated with the IL-1B taq allele 2, while the IL-1B (+6912) allele 2 
(termed "Allele (C)" in the notebook) is 100% associated with the IL-1B taq allele 1, further 
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demonstrating that my laboratory had identified a novel allele having a "C" at position +6912 of 
the IL-1B gene. 

10. At the time of these experiments, the human IL-1B gene sequence published by 
Clark et al (Nucleic Acids Research 14(20):7897-7914 (1986)) was regarded as the standard 
sequence for human IL-1B. This sequence is also deposited in GenBank under the accession 
number X04500. The Clark et al sequence shows a "G" at position +6912, in contrast to the 
allele we discovered, which contains a "C" at position +6912. We named the "G" variation 
"allele 1" and the "C" variation "allele 2." The statement in the application indicating that the 
IL-1B allele 1 has a cytosine at position +6912 and that allele 2 has a guanine at that position is a 
typographical error. I believe that one of skill in the art would recognize the existence of this 
error based on the teachings of the application and, further, in view of the contents of the 
Notebook. Our measurements of allele frequency presented in the patent application (e.g., 
Example 2, pp. 37-38) demonstrate that allele 1 is the more frequent allele and may therefore be 
considered the wild-type allele. Moreover, multiple publications and database entries have 
presented the Clark et al nucleic acid sequence as the wild-type sequence. (See, e.g., US Patent 
numbers 5,686,246; 6,720,141; 6,730,476; and 6,746,839; and GenBank Accession number 
P01584). 

11. In conclusion, in February, 1996, prior to the time of filing of the present 
application, I was in possession of a novel IL-1B sequence with a "C" at position +6912 from the 
transcription start site, which is position 8845 of a nucleic acid sequence numbered in 
accordance with SEQ ID NO: 1. This allele is termed the IL-1B (+6912) allele 2 and is 
substantially less common than the IL-1B (+6912) allele 1 known in the prior art. 
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12. I hereby declare that all statements made herein of my own knowledge are true and that 
all statements made on information and belief are believed to be true; and further that these 
statements and the like so made are punishable by fine or imprisonment, or both, under Section 
1001 Title 18 of the United States Code, and that such willful false statements may jeopardize 
the validity of the application or any patent issuing thereon. 




FRANCESCO S. DI GIOVINE, M.D., Ph.D. 



Dated: January 31 , 2005 
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Range of Sizes and Formats 




Size 


Format No. of Sheets 


Product Code 


Everyday Range 
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Feint & indexed A-Z . 
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DNA Polymerase 

Cat* No. 18038-026 
Lot No. FET401 soo units; 5UA^ 

Exp. Date: OS/97. Store at -20°C (not frost^free). 

LICENSED FOR PGR 

-^ffifelvmerasc is ObiaM^m T^rmus aquaticus VTl. The enzyme 
S of alLgle polypeptide with a molecular weight 

kD Too DNA polymerase is heat-stable and wiU synthesize DN A at 
de^ed ^peV^es from single-stranded templates in the presence of a 
nrtmT^n^Siuary 1, 1&4, Life Technologies™ has modified the unit 
ffic^W^^b^ effectively doubling the enzyme 
concentration for consistent PCR performance. 

rnm ppnents : ^ 
18038-026 TYa? DNA Polymerase 
Y02028 10X PCR Buffer 
Y02016 50 mM Magnesium Chloride 
90238 1%W-1 



Lot No. FET401 
Lot NO.FDJ102 
Lot No.FCC102 
Lot No. FET403 



Stora ge Buffer . 
20mMTris-HCl(pH 8.0) 

0.1 mMEDTA 
1 mMDTT 
50% (v/v) glycerol 
Stabilizers 



U- 



^S^rates 10 nmol of deoxyribonucleotide into acid-p^ipitab.e 
material in 30 minutes at 74°C. 

f ifiit Agci.y Conditions: 
25mMTAPS(pH9.3) 
50 mM K.C1/ 
2mMMgCh 
1 mMDTT 

0 5 mg/ml activated salmon sperm DNA 
0.2 mMtATP, dCTP T dGTP, dTTP 

in* PCR Buffer 
200mMTris-HCl(pH8.4) ! 

° 0 Sn^ - : 022895 

F OR RESEARCH USE ONLY, NOT FOR" DIAGNOSTIC OR -THERAPEUTIC CSE ,N HUMANS OR ANIMALS. 

^'MMwtavcMftiw LIFE^TEChNOLOGIES,,, 
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Contents of Sto 3: 

step 0: te^p: 96.0 deq C Use: Oh 2a O s slops; 2,00 deq/sec tise-inc: 0 sec 

begin cycle 35 times: 
step i: tesp: 94,0 deq C tise: Oh la 0 s slope: 2.00 deg/sec tine-inc: 
step 2: tesp: 53.0 deq C Use: Oh is 0s slope: 2.00 deg/sec tiae-inc: 
step 3: tesp: 7 2.0 deo C iiaei Oh la 0s slope: 2.00 deg/sec tise-inc: 

end. cycle 35 tiaes 

step 4: tesp: 72.0 deq C titse: Oh 5nt 0s slope: 2.00 deq/sec tise-inc: 0 sec 
step 5: teap: 4.0 deo C tiae: in-finite slope: 2.00 deq/sec tiae-inc: 0 sec 
total' runtiae (appro*.); 2h53s59s 
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PROTEIN NUCLEIC ACID :' 



A f :: ! .,957 
68 .,813 
124 ,.46 
-54-74 



1 1 .. 988 

5 ,,0951 
3 ,; 4762 

6 ,.4125 
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Column i 



(Version 2*00) 
14:13:08 ,30/ 8/95 



Run ID : 

Cycle : 002 UHGL 

End Proc: End CESS (DHT = Off) 

Sequence: SeqOi 

Average 
Step-wise 
Yield : 98.4 
Total bases = 22 

A= 7, 6= 7, C= 5, T= 3, 5= 0, 6= 

(sixed bases= 0) 

m\ 6787.4 



/, cter I loco 



(loco} 



0, 7= 0, 8= 0 



/ y 

/ 

s 

/ 

J 

/ 



O 



V> TBC ABC ACT CAS CAA T6A BBA 6 <3 J Q> 



Colusn 2 



/ !^ / £ Jccc. 
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Run ID 

Cycle : 002 UN0L 

End Proc: End CESS 

Sequence: Seq02 



(DHT = Off) 



Average 
Step-wise 
Yield : 95. 3 
Total bases = 23 

A= 6, 6= 4, C= 8, T= 5, 5= 0, 6= 0, 7= 0, 8= 0 

(sixed bases = 0) 

mi 6965.6 

5') BCT CCC ACA TTC TBA TBA 6CA AC <3' Fx j \U j3 j CCC 



Colusn 3 
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Run ID 

Cycle : 002 UHQL 

End Proc: End CESS 

Sequence: Seq03 



(DHT = Off) 



Average 
Step-wise 
Yield : 96.8 
Total bases = 21 

A= 8, 6= 4, C= 7, T= 2, 5= 0, 6= 0, 7= 0, 8= 0 

(aixed bases= 0) 

HW: 6390.2 

5') CAA BCA BAA AAC ATS CCC BTC <3 f - f { j jLi j CC c 
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Colusn 1 13:50:56 ,31/ 8/95 

Run ID M\ ^0 

Cycle 002 UHOL 

End Proc: End CESS (DAT = Off) 

Sequence: SeqOl 

Average 
Step-wise 
Yield ; 98.5 
Total bases = 25 

A= 4, 6= 10, C= 3, T= 8, 5= 0, 6= 0, 7= 0, 8= 0 
(iixed bases= 0) 

HW: 7775.0 A -w 

5'> 6CT TBT ABS ACT T6A TTG CAS 8T6 B <3' ^ ^ j ooc | , u ^ 



Coluon 2 
Run ID : 

Cycle : 002 UM0L 
;End Proc: End CESS (DMT = Off) 
•Sequence: Seq02 



Average • 
Step -wise 
jfield : 98.8 
^Total bases = 25 

A= 7, 8= : 6, C= 5, T= 7, 5= 0, 6= 0, 7= 0, 8= 0 
(iixed bases = 0) 



13:50:57 ,31/ 8/95 



Mi 7676.0 



5'> ATA 6CA TAA 6TT TCT SSB ACC TCA S <3' 



F/+/ ccc [ i u - { <^ 



3' 



eca ^ftfi err T <3" flo: tc/ 



VT A CTG- Grttf ftB^ Cn<r<?C^ 'ff\cJ 



^ Cpluan 3 



"Run ID 

Cycle : 002 UHOL 

End Proc: End CESS 

Sequence: Seq03 



(DHT = Off) 



Stepwise 
_ Yield : 98.2 
: Total bases = 25 



13:50:57 ,31/ 8/95 



A= 9, 8= 8, C= 5, T= 3, 5= 0, 6= 0, 7= 0, 8= 0 
(flixed bases= 0) 



W: 7742.0 



51 > CA6 ATA CT6 SAA AAC CA6 8C6 TA6 G <3> (r -5 j f i U Q 



*D - 



3\ 



/3 



- LU-.loC Primers. DRTfl 
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Tifle: 16:18:33 , 


1/ 3/35 








Coluan £1 




Coluan £2 




Coluan £3 




Seq: SeqOl g£ 


Seq: Seq02 R+ 


Seq: SeqOG 


► FT5 


Overall: 


63.9 


Overall: 


75.1 


Overall: 


66.0 


ASHY: 


98.5 


ASHY: 


98.8 


ASWY: 


38.3 


Nus Base 


ASHY 


Nus Base 


ASHY 


Nub Base 


ASHY 


2 8 


100.0 


2 A 


100.0 


2 6 


100.0 


3 T 


97,1 


3 C 


92.5 


3 A 


97.3 


4 6 


34.9 


4 T 


94.9 


4 T 


37.7 


5 6 


96.2 


5 C 


96.2 


5 6 


97.6 


£ A 


36.3 


6 C 


96.9 


6 C 


36.2 


7 C 


35.9 
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Contents of Sto 1: 

step 0: tsap: 96.0 dec C tise: Oh is Os slope: 2.00 deg/sec tise-inc: 0 sec 

begin cycle 35 tises: * - - 

step 1: tesp: 94.0 deg C tise: Oh Is Os slops: 2.00 deg/sec tiae-inc: 0 sec , ^ . 

step 2: teap:-5£f$fii^ *,2Q&kpfiQ-:B- 

step 3: leap: 72.0 deg C tine: Oh is Os slope: 2.00 deg/ sec tiae-inc: 0 sec 

end cycle 35 tises ^_ 

step 4: tesp: 72.0 deg C tise: Oh 5s Os slope: 2.00 deg/sec tise-inc: 0 sec 
step 5: tssp: 4.0 deg C tiae:inf inite slope: 2.00 deg/sec tise-inc: 0 sec ' 

total runtiae (approx.); 2h48sli5 v ^' v. .-.<'.. 



Contents of Sto 2: 

step 0: teap: 96.0. deg C tine: Oh le Os slope: 2.00 deg/sec tiae-inc: 0 sec . — , 

begin cycle 35 tiaes:' ^ 

- r step i: teap s 94.0 deg C tise:-.Qh is Os slope: 2,00 deg/sec tise-inc: 0 sec t^CkJ^XpACaJQ 

' step 2: tesp:^53£0M^^t^ 0 sec 

; step 3: tssp: 72.0 deg C tise: Oh Is Os slope: 2.00 deg/sec tiae-inc: 0 sec : 

end cycle 35 tise= " " 

1. step 4: teap: 72.0 deg C tirae: Oh 5@ Os slope: 2.00 deg/sec tise-inc: 0 sec " : " : 

step 5: teap: 4.0 deg C tise: infinite slope: 2.00 deg/sec tise-inc: 0 sec 

f " total runtiae (approx . ) : 2h52s5?5 " " — _ 



Contents.-.of Sto 3: 

step 0: teap: 96,0 deg C tise: Oh 2a 0s slope: 2.00 deg/sec tise-inc: 0 sec z — ~ 

begin cycle- 35 tises: 

step 1: teap: 94.0 deg C tiae: Oh Is 0s slope: 2.00 deg/sec tise-inc: 0 sec ' — ' 

step 2: ieaprjfeife^ 0 sec ^XAAJDUe C 

step 3: teap: 72.0 deg C tise: Oh ia 0s slope: 2.00 deg/sec tise-inc: 0 sec vvf.__ .o^u 

end cycle 35 tises 

step 4: teap: 72.0 deg C tiae: # Qh 5s Os slope: 2,00 deg/sec tise-inc: 
step 5: tesp: 4,0 deg C tise:inf inite slope: 2,00 deg/sec tiae-inc: 
total runtiae (approx.): 2h59s23s 
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Patents of Sto h 

step 0: ts*p: ?6,0 deg C tiiaes 9h 2s Os slope; 2.00 deg/sec tiae-inc: -0 sec 
begin cycle 35 tiaes: 

..step h leap: 94.0 deq C tise: Oh. la 0s slope: 2,00 deg/sec tise-inc; 0 sec 
step 2: teap: SS^^S^S&^^s^fisa^a^s^^W^ec tiie-inc: * 0 sec 

step 35 tesp: 72.0 deq C tiae: Oh it 0= slope; 2.00 deg/sec tiBB-i'nc: 0 sec 
end cycle 35 tiees 

step 4s tegip: 72,0 deg C tise: Oh 5a 0s slope: 2.00 deq/sec tiiss-inc; 0 sec 
step d: tssp: 4.0 deg C tiae: infinite slope: 2.00 dea/sec tiae-inc: 0 sec 
total runtias (approx.): 2h47ft59s 



Contents of Sto 2: 
stsp" 0:"tsap: 96.0 deg 
begin - cycle- -35- tiaess 

step i: teap: 94.0 deg 

step 2: -tes 

step 3: teap: 72.0 deg 
end cycle 35 Uses 
step 4: teap: 72.0 deq C 
step 5: tsap: 4.0 deg C 



C tiae: Oh 2a 0s slope: 2.00 deg/sec tiae-inc: 0 sec 
C tiae: Oh la 0s slope: 2.00 deg/sec 



tifie-inc: 
iiss-inc: 

ia 0s slope; 2.00 deg/sec ' tise-inc: 




tiae: Oh 5a 0s 
tiae: inf inite 



slope: 2.00 deg/sec 
slope: 2.00 deg/sec 



tiise-inc: 
tiae-inc: 



0 
0 



0 sec 
0 sec 
0 sec 

sec 
sec 



Contents of Sto 3: 

step 0: teap: 96.0 deq C tiae: Oh 2s 0s slope: 2.00 deq/sec tias-inc: 0 sec 
begin- cycle 35 tiaes: 

step 1: te&p: 94.0 deg C tiae: 0b ia 0s 

step 2: ieani^M^^S^&^t^m^B 

step 3: teap: 72.0 deg C tiae: Oh ia 0s slope: 2.00 deg/sec tiae- 
enc cycle 35 tiaes 

step 4: tesp: 72.0 deg C tiae: Oh 5a 0s 
step 5:- teap: 4.0 deg C tine: infinite- 
total runtime Uppros.h 2h38a59s 
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step 0: teap: 96.0 teg C um: Oh 5a Os slope; 2.00 deg/sec tiee-inc: 0 =ec 

begin cycle 35 tiess: 
step !: tsap: 94. u dsg C tise: Oh Is 0s slops: 2.00 deo/sec tisp-inc-' 0 
step 2: tesp: 50.0 deg C tiae: Oh is 0s slops: 2.00 deg/sec tiae-ine: n 12 
step 3: tea P : ?2.0 deg C tin: Oh la 0s slope: 2.00 deg/sec tiae-inc: n =V 

end cycle 35 tiaes 

E t S p 4: teepi 72.0 deg l tiae: Oh 5s Os slope: 2.00 deq/sec tiae-inc- a == c 
step 5: reap: 4.0 aeg C hse.-intinite slope: 2.00 deo/sec tiae-inc: n » 
total runtias iapprox.i: 2s23s 



^T^T^^TT^Meg C tise: 0b 5a Os slope; 2.00 deg/sec tiae-inc: 0 sec - 

begin cyt-le^ deg c tiee . 0h la 0s sicpe . 2 .00 deg/sec tise-inc: 0 sec- 

5 - S " i". t»BD! 56.0 deg C tise: Oh is Os slope: 2.00 deg/sec tiae-inc: 0 sec 

-tep-^- tssps 72.0 deg C tise: Oh Is Os slope; 2.00 deg/sec tiae-incs' 0 ser- 

pr'd -rle 35 tiaes 

TVap:~?2.0 deg C tise: Oh 5i* 0s slope! 2.00 deg/sec tise-inc: 0 sec " 

SteP - 7?-r i -° d£q C tifflesin^inite slope: 2.00 deq/sec tiee-incs 0 sec ■ 
SaV'un'tiae (appro,.): 21.32.1 Is 
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S S 0rt^ 4 9*^" de 9- i: Oh 5is 0s slope: 2.00 deg/sec tiae-inc: 0 sec 
bpei'n'cycle 35 tiaes: 

=tep lVteao: M.O dsg C tise: Oh Is Os slope: 2.00 deg/sec ti«e-inc: 0 see 

star teapV^- 0 ds 9 c tiBe: 0h ls 05 5i °P e: 2 - 00 deq/sec tiae-inc: 0 sec 

siepi'- teaps ^2-0 deg C tise: Oh is Os slope: 2.00 deg/sec tiae-inc: 0 sec 
end cycle 35 tiaes - 

. 4 , tDep: 72.0 deg C tise: uh 5ts Os slope: 2.00 deg/sec tiae-inc: 0 sec 

5 ^!„ I'w. 4.0 deg C tise: infinite slope: 2.00 deq/sec tiae-inc: 0 sec 
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Contents of Sto 1: 

step Os teap: 96^0 -deg C tia-es Oh 5a Os siop&s 2.00 deg/ sec titae-inc; 

begin cycle 35 tiaes: 
step h teap: 94.0 deg C time; Oh la Os slopes 2.00 deg/see tise-inc; 0 sec 
step 2: teap: £6.0 deg C time: Oh is 0s slope: 2.00 deg/sec tise-inc: 0 sec 
step 3; tc^p: 72.0 deg C tiss: Oh is 0s slope: 2.00 deg /sec tiae-inc: 0 sec 

end cycle 35 tiaes 

step 4: teap: 72.0 deg C tiaes Oh 5a 0s slaps; 2.00 deq/sec tiise-inc: 0 sec 
step 5s teap; 4.0 deg C tise: in-finite slope; 2.00 deq/sec tiae-inc: 0 sec ■ 
total runtime Uppros.J: 2h37a47s 



inc: 0 sec 



Contents si Sto 2? 

step 0s tssps ?6.0 deq C tiess Oh 5® 0s slops: 2.00 dec/sec ti 

begin cycle 35 Uses; 
step !: t E sp: 94,0 usu C tiae: Oh is 0s slope; 2.00 dec/sec Hse-inrs 
step 2: teap; 64.0 deg £ tiaes Oh lis Os slooe: 2,00 dea/sec tise-inc: 
step 3; teap: 72.0 dec C tines Oh ] fl 0s siose; 2,00 deaMec ti^--- 

end cycle 35 times 

step 4: teap; 72.0 deg C time: Oh 5* y 5 sIode: 2.00 da/=pr n M .;«r. * « r 
step- os reap: 4.0 deg C tiaes infinite slc-e: 2.00 dsu/sec ti fle ^ncs 0 *er 
total runt.iae lap&rox.): 2h40ali.s 
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Contents at 9 to i; * 

step 0: tesp: 96.0 deg C tise: Oh 5s Os slope: 2.00 deg/sec titse-inc: 0 sec 

begin cycle 35 lises: 
step i: leap: 94.0 deg C tise: Oh la Os slope: 2.00 dec/ sec tise-inc: 0 sec 
step 2: teap: 5^SSi&iiflpi^5^ 0 sec 

step 5; tempi 72.0 deg C time: Oh la Os slope: 2.00 deg/sec tiae-inc: 0 sec 

end cycle 35 tines 

step. 4: tsap: 72.0 dec; C- tiae; Oh 5sS Os slope: 2. DO deg/ sec tise-inc: 0 sec 
step 5: teap: 4.0 dec C "ias; infinite slope: 2.00 deg/sec tise-inc: 0 sec 

total runiise (3Gpro>;,}: 2h5E&47s 
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Contents of Sto 2: 

step 0: leap: 96.0 deg C tiaes Oh 5a Os slope; 2.00 deg/sec tiiss-inc: y sec 

begin cycle 35 tiaes: 
step 1: teisp: 94.0 deg C tiae: Oh is Os slope: 2.00 deg/sec tiae-inc: 0 sec 
stsfF^T'Rfeefip^^ tise-inc: 0 sec 

step 3: teap: 72.0 deg C tiaes Oh is Os slope; 2.00 deg/sec tisie-inc: 0 sec 

and cycle 35 Uses 

step 4: leap: 72.0 deg C tiae: Oh 5a Os slope: 2.00 deq/sec tise-inc: 0 sec 
step 5: teaps 4.0 deg C tiae: infinite slope: 2.00 deg/sec tise-inc: 0 sec 
total runtiae (appro*.): 2h55a47s 



Contents of Sto 1: 

step 0: teap: 96.0 deg C tiae: Oh 5a Os slope: 2.00 deg/sec tiae-inc: 0 sec 
begin cycle 35 tises: 
step 3: teap; 94.0 deg C tiaes Oh Is Os slope: 2.00 deq/sec tiae-inc: 0 sec 



step 3: teap: 72.0 deg C tiae: Oh is Os slope: 2.00 deg/sec tiae-inc: 0 sec 
end cycle 35 tises 

step 4: teap: 72.0 deg C tise: Oh 5a Os slope: 2.00 deg/sec tiae-inc: 0 sec 
step 5: teap: 4.0 deg C tise: infinite slope: 2.00 deq/sec tiae-inc: 0 sec 
total runtiae (appro*.): 2h52alis 
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Contents of Stp 5s 

step 0: tesp: 96,0 dsg C tinai Oh 5is 0s slops; 2.00 deq/se;: tifle-incs 0 sec 

beqio cycle 35 times: 
step h tesp; 94, .0 deg C Use; Oh ki 0= slope; 2.00 deq/sec ti^s-inc: 0 sec 
step 2; tssp: 6£,0 deg C Use; Oh is 0s slapei 2,00 deg/sec tise-inc: 0 sec 
step 3; tssp; ?2.0 deq C tises Oh Is 0s slopes 2.00 deg/sec tiae-inc: 0 sec 

End cycle 35 tiaes 

stsp 4; teisp; 72,0 deg C times Oh 5* 0s slope: 2.00 deg/sec tias-incs 0 sec 
step 5: tssps 4,0 deg t tisss infinite slope: 2.00 deg/sec ti^e-incs 0 sec 
total runtiee {appro*,}; 2h37i)47s 
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Cantents ar Sto 1; 

step 0; leap: 96,0 deg C tiae: Oh 2a Qs slope: 2.00 degree tiae-mcs 

beain cycle 45 times: 
step li tesp: 94,0 deq C ties; Oh !a 0s slopes 2.00 deq/sec ti&a-inc; 
step 2s tea'p*. 53,0 deg C time? Oh is 0s slope: 2.00 deq/sec tii.e-inc: 
step 3i trisp; 72.0 deq C tiaes Oh Is 0s slope; 2,00 deq/sec ti§e-inc; 

end cycle 45 Uses 

step 4? tesp; 72,0 dec C ti&e: Oh Is 0= slope: 2.00 deq/sec tiae-inci 
step 5s tesp; 53.0 deq C Use: Oh. la 0s slope: 2,00 deg/sec tise-inc: 
step hi iesp: 4.0 deq C ti'ae: in-finite slope: 2.00 deg/sec tiae-lsc; 
total runtime ^apprax.): 3h36fi 3s 
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— Contents si Sto 1; 

=tsp Oj tssp: ?i.O dsg C tises Oh 5» 0s slope; 2.00 dsy/sec tise-mci 

begin cycle, 45 times : 

step 1: tesp; 94,0 deg C tisBS. Oh Is 0s slops? 2.00 deg/sec tims-inc? 

5tep 2s tespi 60.0 deg C Use: Oh U Oe slope! 2.00 deq/sec tise-incs 

step Zi tesps 72.0 deq C- time: Oh 1-s 0s slope: 2.00 deq/sec tifie-incs 

— " efrd cycle 45 tifses 

step 4s tsiap; 72.0 deg C fciaes Oh 5m 0s slope; 2.00 deo/sec tiiie-incs 

— 'step 5s tenp: 4.0 deq C tiinssinfinits slops: 2.00 deq/sec time-inc; 

total runtime (appro);. )\ iti^bnixls 
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SAMPLE A320 A280 A260 280/260 260/280 PROTEIN NUCLEIC ACID 



1,0000 0,0036 0.1146 0.1865 0,6065 1,6483 
2,0000 0,0048 0,1625 0,2776 0.5782 1.7296 
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Contents of Stp 1; 

step 0: teap: 96.0 deg C ti»: Oh 5a Ob slopes 2.00 deg/sec tiae-inc: 

begin cycle 45 tiaes: 
step 1: teap: 94.0 deg C Use: Oh la 0s slopes 2.00 deg/sec tiae-inc: 
step 2: teap: 56.0 deg C tiaes Oh la Os slope: 2.00 deg/sec tiee-inc: 
step 3: teap: 72.0 deg C tine: Oh la Os slopes 2.00 deg/sec tiae-incs 

end cycle 45 tiaes 

step 4: teap: 72.0 deg C tiae: Oh 5a Os slope: 2.00 deg/sec tise-inc: 
step 5: teap: 4.0 deg C tiae:inf inite slope: 2.00 deg/sec tiae-inc: 
total runtiae fapproa.): 3h36a is 
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step 0: teap: 96.0 deg C tiae: Oh 5* 0s. slope: 2.00 deg/sec tise-inc: 0 sec 
begin cycle 45. tiaes: 

step 1: teap:; 94.0 deg; C tiae:- Oh la 0s slope: 2.00 deg/sec tiae-inc: 0- sec 

step 2: teap: 56.0 deg.C tiae: Oh ls-Os slope: 2.00 deg/sec tiae-inc: 0 sec 

step « teap: 72.0 deg C tiae: Oh !■> 0s slope: 2.00 deg/sec tiae-inc: 0 =ec 
end cycle> 45 tiaes 

step 4: teap: 72.0 deg. C tiae: 0h.5*0* slope: 2.00 deg/sec: tiae-inc: 0 sec 

step j: teap: 4.0 deg C. tiae:infinite slope: 2.00 deg/sec tiae-inc: 0 s - 
total runtiae. iapprox.): 3h3&* Is 
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Contents of Sto 2: 

step 0: teap: 96.0 deg C tiae: Oh 5a 0s slope: 2.00 deg/sec tiae-inc: 0 sec 

begin cycle 45 tiaes: 
step I: teap: 94.0 deg C tine: Oh la 0s slope: 2.00 deg/sec tiae-inc: 0 sec 
step 2: teap: 5t.0 deg C tiae: Oh la 0s slope: 2.00 deg/sec tiae-inc: 0 sec 
step 3: teap: 72.0 deg C tiae: Oh la 0s slope: 2.00 deg/sec tiae-inc: 0 sec 

end cycle 45 tiaes 

step 4: teap: 72.0 deg C tiae: Oh 5a 0s slope: 2.00 deg/sec tiae-inc: 0 sec 
step 5: teap: 4.0 deg C tiae:inf inite slope: 2.00 deg/sec tiae-inc: 0 sec 
! total runtiae (appro*.): 3h36a Is 
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Overall: 50,5 
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Run ID 

Cycle : 002 UHOL 

End Proc: End CESS (DHT = Off) 

Sequence: SeqOi 

Average 
Step-wise 
Yield : 98.8 
Total bases = 35 

A= 11, 6= 4 f C= 5, T= 15, 5= 

(dixed bases= 0) 
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Contents of Sto 3; 

step 0: tesp; 96.0 deg C tise: Oh 5s Os slope: 2.00 deg/sec tise-inc: 0 sec 
begin cycle 35 ti 

step U tesp: 95.0-deg C tise: Oh Is 0s slope: 2.00 deg/sec tise-inc: 0 sec 
step 2: tesp: 56.0. deg C tise: Oh is 0s slope: 2.00 deg/sec tise-inc: 0 sec 
step 3: tesp: 72.0 deg C time; Oh Is 0s slope: 2,00 deg/sec tise-inc: 0 sec 
end cycle 35 tises 

step 4: tesp; 72.0 deg -C tise: Oh Is 0s slope: 2.00 deg/sec tise-inc: 0 sec 
step 5: tesp: 4.0 deg G tise:inf inite slope: 2.00 deg/sec tise-inc: 0 sec 
total, run 1 1 s^ 
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SQUieGLES of: Illbbn.comoot Mcrch 18. 1886 17:07*4= «HJ 

fowna of: nihbit cm: en fr*>«: i -t»>: 87i 7, igs» 17:34 

Longth3 871 Energy: -228,5 
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iirww of S Illbbri.eonr-et h«h 18. 189B »:ST^ 1 
FOLDRNA of: Illbblt Chacks 708 fron: 1 -h>: 071 H»«eh 18, 

Lorflth: 971 Energy: -228.8 
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